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Figure 2. PCR screening strategy 
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PCR primers 

Ovine COLIA1 targeted locus 



Sequence A Sequence B 

Sequence A 

^ § § = 

11 I I 
I I I I 

GAGCCACAGCTCAGC-CTCAAGGCCCCTCCCCAGCCAGTACCCTGTTTCCCCCAAGGAAGGGGGTTTGTTCCCAGGTGCTCACCCCAGCTTACACAAAGCC 



Primer COLT PCR4 

TAAATCTGCTTGAAGATTCACCTGGGGTCAGGAGGGATGGATGTGGCAGGAACAGATGTGAAGGGATTTGGCCAAGGGGAGATTTCATCTGTAGCTC AGG 



m&p jScji^m uji UJ j? UJ 

CTGTTCCAGCCCTG AGCCGAGCTCCTCCAACCA GGATCTAATCCTCTCTTTGCTCTCCCTAGGGTCCTGCTGGTCCTGCTGGTCCCATTGGCCCCGTTGG 
COLIA1 endogenous locus " COLT-1 5' homology 



Sequence B gouj^ £ 

stop | 
TCGGCTTCGACATCGGCTCTGTCTGCTTCCTGTAAACTCCTTCCACCCCAGCCTGGCTCCCTCCCACCCAACCCACTTGCCCCTGACTCTGGAAACAGAC 

1 f 1 liii lli i sis 

I I I I I V 

AAACAACCCAAACTGAAACCCCCCAAAAGCCAAAAAATGGGAGACAATTTCACATGGACTTTGGAAAATCCTAGGATGCATATGGCGGCCGCACTAGAGG 



9 



COLT-1 5" homology 



I 

AATTCCGCCCCTCTCCCCCCCCCCCCCTAACGTTACTGGCCGAAGCCGCTTGGAATAAGGCCGGTGTGCGTTTGTCTATATGTTATTTTCCACCATATTG 

I 1 1 ii i 1 i 1 
i i i i/ i ii i 



Primer COLT PCR8 



Figure 3. PCR screen of COLT-1 PDFF2 transfectants 
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Figure 6. Southern analysis of gene targeted lambs 
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Key to lanes 

COLT1 targeted lambs 

(nuclear transfer from cell clone PDCOL6) 

A. live lamb born from ewe 941235 

B. stillborn lamb from ewe 9600356 

C. live lamb born from ewe 950030 

D. stillborn lamb from ewe 941053. 



COLT 2 targeted lambs 

(nuclear transfer from cell clone PDCAAT90) 

E. stillborn lamb from ewe NZ141 8 

F. live lamb born from ewe 941 026 

G. wild type lamb 

H cell clone PDCAAT90. 

I. non transfected PDFF2 cells 
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Figure 8. Southern analysis of COLT-2 transfected 
(PDCAAT) cell clones 




Figure 9. Northern analysis of COLT-2 targeted (PDCAAT) 
cell clones 




Figure 1 0. Northern analysis of primary ovine 
mammary cells in culture 



POME cells POME cells 

4 days in culture 9 days in culture 
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Figure 12. PCR analysis of BLAT-3 

transfected POME cell clones 
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Figure 13. Promoter-trap Knockout Vector for Porcine 
cc-1 ,3-Galactosyltransferase Gene 
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5" Arm 9 kb IVS-IRES-neo-BGHpA 3" Arm 2 kb 



Figure 14. PCR Screening and DNA 
Sequencing of a GT Knockout clones 



5' Arm IVS-IRES-neo-pA 3' Arm 
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DNA Sequencing 
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Figure 17. PCR Screening and DNA Sequencing of 
BLG Knockout clones 



5' Arm PGK-neo 3' Arm 




DNA Sequencing 
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